FGF2 immunostaining was performed on free-floating sections under contract by Neuroscience Associates (Knoxville, TN). Briefly, all incubation solutions from the blocking serum onward used Tris buffered saline (TBS) with Triton X-100 (TX); all rinses were with TBS. Endogenous peroxidase activity was blocked by hydrogen peroxide treatment and non-specific binding was blocked with normal goat serum. Following rinses, the sections were immunostained with rabbit anti-FGF2 antibody (1:1,500 dilution; LifeSpan Biosciences, Seattle, WA) overnight at room temperature. The sections were then rinsed and incubated in a biotinylated goat anti-rabbit antibody. The Vectastain elite ABC kit (Vector Labs, Burlingame, CA) was used to visualize the reaction. The sections were treated with diaminobenzidine tetrahydrochloride (DAB) and hydrogen peroxide to create a visible reaction product. The sections were mounted on gelatinized (subbed) glass slides, air-dried, dehydrated in alcohols, cleared in xylene, and coverslipped with Permount (Fisher, Pittsburgh, PA). One additional section was stained as a pre-absorption control. Here, FGF2 peptide was incubated at 10-fold excess with FGF2 antibody for 1 h at RT. The mixture was incubated with the section overnight as described above.
mice. For Sox2 and GFAP immunostaining, polyclonal rabbit anti-Sox2 antibody (1:1,000; Millipore, Billerica, MA) and monoclonal mouse anti-GFAP antibody (1:3,000; Cell Signaling Technology, Danvers, MA) were used. For Ki-67 staining, an antigen retrieval step (incubation in sodium citrate for 45 min at 90°C) was performed, followed by blocking as described above, and stained with a monoclonal rat anti-Ki67 (1:1,000; Dako, Carpinteria, CA). Images of Sox2/GFAP (double-label), and Ki-67 immunopositive cells in the SGZ of the dentate gyrus were taken in three sections from the hippocampus of each mouse. Four mice were analyzed for each group. The staining of Sox/GFAP or Ki-67 positive cells were observed under confocal microscope and images were taken. For counting of immunoreactive cells in the dentate gyrus, images were taken with a 20x objective using a fluorescent microscope (Nikon eclipse 80i) with a digital camera.
Locomotor activity in open field.
The assessment of activity was conducted as outlined in Fukui et al. (ref 33 ), WT and NF-1-KO mice were injected with vehicle or 5 ng/kg FGF2 (s.c.) and, after 30 min, were placed into the open field for 10 min. (A) Mice were restrained for 1 h/day for 7 days (stCRS) or 6 h/day for 21 days (ltCRS) and then were subjected to the forced swim test ~18h after the last restraint. Bar graphs show immobility time. Note that mice after short-term restraint stress did not show increased immobility time compared to the non-restrained control, whereas mice after long-term restraint stress exhibited significantly increased immobility time, compared to non-restrained animals, indicative of PCR array (purchased from QIAGEN, Valencia, CA) shows that expression of FGF4, a member of the FGF family was up-regulated (4-fold) after NF-1 treatment in primary cultured hippocampal neurons. Subsequent qPCR studies confirmed that NF-1 up-regulated FGF4 expression in hippocampal neurons; however, this increase was only 2-fold. This prompted us to assay for the other FGF family members by qPCR and we found that FGF2 mRNA was upregulated in a much more robust manner by NF-1 as shown in main text. 
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